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Supplemental Figure 1: Establishment of allergic inflammatory DRA-murine model

(A) A time-line for the murine model outlines the sensitization challenge and adoptive transfer models utilized to establish an
experimental allergic inflammation model. (B) BALF was isolated from Sirt2 WT, Sirt2 Tg, and Sirt2 KO mice at day 15
following establishment of allergic inflammation after DRA sensitization and challenge. Expression of a variety of chemokines
and cytokines were measured using a mouse cytokine array kit (R&D systems). BALs from 4 mice from each group were
pooled to run the cytokine array.
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Supplemental Figure 2: Identification of Sirt2 isoform 5 in lung macrophages

(A) BMDM and peritoneal macrophages (PerM) were incubated with rmlIL-4 and expression of Sirt2 isoforms were detected by
Western blot at 48 hr. (B) HEK 293 cells were transfected with pcDNA3.1/V5-His-Sirt2-Isoform1 or Isoform5 by Lipofectamine
3000 for 3hr and harvested at 24 hr. Expression of Sirt2 isoform1 and 5 was confirmed with anti-His and Sirt2 antibodies by
immunoblotting. Mouse lung macrophages were isolated by collagenase digestion and incubated with rmiIL-4 (20 ng/ml) for 24
hr. After 1 day in culture, MG-132 (C) or Cycloheximide (D) were added to the wells and lysates were collected after an
additional 24 hr of culture. Expression of Sirt2 isoform 1, 2 and 3/5 were confirms by Western blot analysis.
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Supplemental Figure 3: Flow cytometric gating scheme for identification of leukocyte populations within the
mouse lung following DRA-challenge.

Total lung cells were isolated by collagenase/DNase digestion then fixed with 2% PFA for flow cytometric analysis. (A)
Briefly, cells were gated on CD45 positivity to further analyze leukocyte population in the lung. (B) CD3* T cells were
gated out and (C) expression of Siglec F and Ly6G were measured on CD45*CD3- cells. (D) Cells that were
SiglecF*Ly6G- were further delineated into eosinophils (SiglecF*CD11c¢") and alveolar macrophages (SiglecF*CD11c").
(E) Cells that were SiglecF-Ly6G- were determined to be monocytes or interstitial macrophages (SiglecF-CD11b*). (F)
Cells that were SiglecF-Ly6G* were further delineated into neutrophils (Ly6G*CD11b*) cells.



Supplemental Figure 4

A B C

Unstained CD45.1 mouse CD45.2 mouse
5 5 ] ' ]
10 10 : 1[]5 |
41CD45.1 Pos 41CD45.1 Pos e 41CD45.1 Pos
T4 T4 " ]
= 10 o = 10 o = 104—;
] ] ] ] ] ]
I ] I ] I ]
i i ' i
& &g Ve &
o T 40”4 o
T T 3 T
o o — o
E £ 1 E
[ [ [
] ] - 1 ]
10;_2:
CD45.2 Pos 3 CD45.2 Pos
0 = i
ENE
T T T T = ||||ﬁ ||||.|||-||. T T T T T T
4 5 p 3 4 5 p
10 10 0 10 10 10 10 0 10 10 10 10
Comp-PE-A: CD45-2 Comp-PE-A: CD45-2 Comp-PE-A: CD45-2
(i) BMT model (ii) CD3 in CD45.1
10° .| 100 1 3 unstained
3 J B Stained
- 4. 80
=+ 3 . T . 4
o R R — ]
= B [ S A R e . oo = |
Z 3 . ’: T 60
e 3 5
T 1 = 1
[ —
£ 40
o} L
<10 3
0 - 20 4
0] rr—
2 1 2 3 4
0 10 10 10 10 10 10 10 10
Comp-PE-A: CD45-2 Comp-FITC-A: CD3

Supplemental Figure 4: Reconstitution of BM chimera mice following conditioning regiments.

The reconstitution of donor derived cells was assessed 5 weeks after lethal total body irradiation. CD45.1 and
CDA45.2 congenic markers were assessed by flow cyometry to confirm lung reconstitutions. CD45.1 and CD45.2
expression (A) from unstained cells and cells from (B) CD45.1 recipient control, (C) CD45.2 donor control, (D) BMT
mouse. (E)Interestingly, the residential recipient CD45.1 cells (<5%) were positive for CD3.
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